Abstract: Taste buds are the dedicated sensory end organs of taste, comprising a complex and evolving profile of signaling elements. The sensation and ultimate perception of taste depends on the expression of a diverse array of receptors and channels that sense their respective tastes. Receptor regulation is a recognized and well-studied phenomenon in many systems, observed in opioid addiction, insulin resistance and caffeine tolerance. Results from human sensory studies suggest that receptor sensitivity or expression level may decrease after chronic exposure to respective tastants through diet. We review data supporting the theory that taste receptors may become downregulated with exposure to a specific tastant, along with presenting data from a small pilot study, showing the impact of long-term tastant exposure on taste receptor expression in mice. Mice treated with monosodium salt monohydrate (MSG), saccharin and NaCl (typically appetitive tastes) all displayed a significant decrease in mRNA expression for respective umami, sweet and salty receptors/sensory channels. Reduced sensitivity to appetitive tastes may promote overconsumption of foods high in such stimuli.
Taste and Taste Buds
Taste is a sensory gatekeeping mechanism, designed to test our foods before they are consumed, for positive (appetitive) and negative (aversive) qualities. Thus, we perceive sweet, umami and salty (at low levels) as pleasant, and sour and bitter as undesirable, with a growing argument for the perception of fat as a true basic taste [1] . In this role, taste buds are implicitly tied to obesity, due to their being at least partially responsible for determining the foods we choose to consume. In humans and mice, taste buds are comprised of three cell types based on their morphologic characteristics: Type I (glial-like cell), Type II (receptor cell), and Type III (presynaptic cell) taste cells. These structural differences result in a host of unique functions making the taste cell particularly responsive to explicit taste stimuli. While Type II cells have been well characterized, transduction mechanisms associated with Type I and Type III cells remain more ambiguous. Type I cells have been shown to produce ionic currents in response to salt stimuli, [2] , with salty taste transduction thought to occur at least primarily through the epithelial sodium channel ENaC [3, 4] . Type II cells utilize G-protein-coupled transduction in response to sweet, bitter or umami, though individual Type II cells are thought to express receptors for only one stimulus [5] . Sweet and umami receptors are heterodimers formed from Tas1R subunits [6, 7] . Tas1R1 and Tas1R3 form the umami receptor, and Tas1R2 and Tas1R3 form the sweet receptor [8] . A single bitter-sensitive cell can express several monomeric Tas2Rs [9] . Type III cells are thought to be responsible for the perception of the sour [10] , possibly involving the transient receptor potential (TRP) channel polycystic kidney disease 2-like 1 protein (PKD2L1) [11] [12] [13] , although these channels may simply mark the cell, and not be involved in active transduction [14] .
Receptor Regulation
Receptor regulation is a well-studied epigenetic phenomenon, whereby chronic exposure to a receptor agonist leads to diminished expression of its cogent receptor. Such a response confers some adaptive value to the cells, whereby it allows continued receptor function in an environment of varying agonist concentration, and may result in superior input-output coupling [15] , and improve signaling dynamic range. This mechanism underlies cellular actuation of drug addiction and forms of so-called homologous desensitization, whereby a cell becomes less sensitive to a specific agonist, while remaining functional and responsive to others. While some studies detail rapid and quickly reversed internalization of receptors (i.e., [16] ), we aim in this communication to discuss more long-lasting chronic downregulation of taste receptors analogous to that found in systemic conditions of elevated agonist concentration, along with the presenting of a short pilot study designed to test this theory in a group of mice exposed to specific tastants over a four-week period.
In cultured human lymphocytes, radioligand binding assays first revealed a lack of receptor sites after chronic insulin exposure [17] , a putative mechanism for reduced receptors observed in insulin-resistant mice [18] , leading to reduced insulin binding affinity [19] . Despite the number of receptors in insulin-resistant mice being starkly diminished, their individual function remained similar to a healthy mouse [20] . This process is blocked by using cycloheximide to inhibit protein synthesis [21] . Bar et al. [22] soon demonstrated an inverse relationship in obese humans between receptor concentration and plasma insulin levels, confirming this system of feedback. Similarly, a downregulation in glucocorticoid receptors after agonist exposure is evident when testing both in cell lines [23] , and in human lymphocytes [24] .
Leptin is a circulating protein hormone correlated with adipose cell mass and linked to satiation. Excess body fat leads to an elevated level of plasma leptin, reversible with weight loss, thus leptin resistance is commonly observed in the obese [25] . Both leptin receptor mRNA and protein were decreased in the appetite centers of the hypothalamus of rats administered exogenous leptin for four weeks [26] . Stimulation of β-adrenergic receptors caused a rapid decrease in the number of functional receptors present in the rat pineal gland [27] . This led to a dampened response when the surrounding norepinephrine concentration was high. Lefkowitz and colleagues demonstrated a decrease in functional receptors in frog erythrocytes desensitized to prostaglandin E1, leading to a drop in resultant adenylate cyclase [28] .
Taste receptors are not confined to the oral cavity, but also perform similar chemosensory roles throughout the body. There are hints that such receptors may be influenced by their respective ligands. Depriving mice of food for 24 h leads to overexpression of Tas1R1 and Tas1R2 in the hypothalamus, but not the cortex [29] . Tas1R3 is expressed alongside Tas1R2 in sweet-sensing beta cells of the pancreatic islets. This expression is markedly decreased in fed mice when compared to fasted [30] . In adipose tissue of mice fed a low-carbohydrate diet, both Tas1R2 and Tas1R3, responsible for the detection of sweet, are upregulated [31] . Finally, a recent report details how obesity, originating from a high-fat diet, can cause downregulation of many signaling elements of taste, including Tas1R3, in the hypothalamus and brainstem of mice [32] . In addition, the authors reported that high levels of glucose resulted in a decrease in expression of Tas1R2 in in-vitro experiments with cultured hypothalamic neurons. Taken together, these data provide a compelling argument for the possibility that taste receptors may be regulated by an excess or scarcity of their cogent receptors. Despite salt and sour taste seemingly being transduced via ion channels, for consistency we will refer to the potential regulation of sensors for all five basic tastes from this point as "receptor" regulation.
Evidence for Receptor Regulation in the Perception of Taste
Our sense of taste is influenced by genetic, physiologic and behavioral inputs. Taste buds turn over with a half-life of 8-24 days [32] , leaving them in a constant state of development. This development may be influenced by the host's nutrition and/or physiology, which in turn is sensitive to dietary intake. As we use our taste buds to assess foods and decide whether to consume or reject, an intriguing question is, "what is the impact of diet on taste response?" If such receptor regulation occurs in taste, then a situation may occur whereby the constant consumption of a particular stimulus leads to an inability to perceive such stimuli, thus likely influencing our food selection. In this vein, patients prescribed a low-salt diet for five months to combat hypertension perceive the intensity of salt higher than if maintained on a regular diet [33] , without changes in weight or urine volume. The authors of this study postulate that a "peripheral physiological adjustment" may be responsible for such observations. This could imply a change in receptor expression, as well as some form of long-term receptor adaptation, changes in innervation, changes in saliva content, etc. Intriguingly, dietary intake in sodium tablets did not elicit such an effect; the sodium must be perceived as taste in order for a perceptual deficiency to occur [34] . An inability to correctly identify salt concentrations was also linked to sodium consumption by Pangborn and Pecore [35] .
Likewise, for sweet taste, in the second month on a low-sugar diet, panelists begin to perceive moderately sweet foods as being more sweet than those on a regular diet [36] , with stronger effects still after longer treatment. Interestingly, blocking sweet taste perception promotes the consumption of more sweet foods, and thus presumably higher calorie stimuli [37] . Fat taste sensitivity may be upregulated by a diet low in fats, with a corresponding decrease in sensitivity for those on a high-fat diet [38] , with some variation in this effect based on body mass index. The perception of umami taste similarly seems to be downregulated through long-term exposure [39] . Many studies examine bitter taste and diet, though genetic linkages make any causal interpretation more difficult (see reviews [40, 41] ). Such work seems scarce examining dietary treatments of highly sour or bitter foods.
Though research indicates that there may be an association between diet and perceived taste intensity in human sensory testing, research surveying an impact at the molecular level is relatively sparse. A recent study concerning the development of lipid preference linked short-term fat intake with the downregulation of candidate lipid-sensor receptors in mice, indicating that diet appears to influence the molecular development of taste buds [42] . Similarly, dietary consumption of fats has also been shown to reduce the expression of the candidate fat receptor CD36 in rat taste buds [43] . On a longer timeline, diet-induced obesity (via excess consumption of fats) decreases taste-induced functional responses in the excised taste buds of mice [44] . However, for the five conventionally accepted "basic" tastes, there remains little evidence of receptor regulation.
Exposure to Appetitive but Not Aversive Taste Stimuli Decreases mRNA Expression of Cogent Receptors
In order to test the central hypothesis of this paper, a brief pilot experiment was performed (for materials and methods, see Section 6). C57BL/6 male and female mice aged 12-16 weeks were assigned to one of five treatment groups, or a control group (n = 3-4 mice per group). Each treatment group was exposed to one of five basic prototypic taste stimuli (0.05 mM quinine, 30.0 mM L-glutamic acid monosodium salt monohydrate (MSG), 90.0 mM sodium chloride (NaCl), 2.0 mM saccharin, and 20.0 mM citric acid) in their drinking water ad libitum over a four-week period, with controls given unadulterated water. Mice were weighed at the beginning and end of the treatment period, and drinking solutions were also measured to confirm sufficient liquid consumption. After four weeks of exposure, taste buds were extracted from the circumvallate papillae (the highest density of taste buds on the tongue) and tested for mRNA expression level of cogent sensors via qRT-PCR.
There were no significant differences in weight between any of the treatment groups and the control group. A primary concern was dehydration due to lack of water consumption when presented with an aversive stimulus; however, no difference was found between weights before and after, or between mice who consumed an aversive versus appetitive solution (see Figure 1 ). Expression levels for the receptors and channels associated with detection of the five basic tastes were tested with qRT-PCR (Figure 2) . The taste buds of mice exposed to MSG exhibited a decreased expression of mRNA for the umami taste receptor subunit Tas1R1 when compared to control mice exposed to only water. In addition, the taste buds of saccharin-exposed mice had downregulation of the sweet receptor taste subunit Tas1R1 mRNA compared to control mice. Finally, mice exposed to NaCl displayed decreased expression of mRNA for the putative salt-sensing channel ENaC compared to control mice. These data would agree with results from human sensory testing of the appetitive tastes for sweet, umami and salty taste, which become less sensitive with continued exposure. Expression levels for the receptors and channels associated with detection of the five basic tastes were tested with qRT-PCR (Figure 2 ). The taste buds of mice exposed to MSG exhibited a decreased expression of mRNA for the umami taste receptor subunit Tas1R1 when compared to control mice exposed to only water. In addition, the taste buds of saccharin-exposed mice had downregulation of the sweet receptor taste subunit Tas1R1 mRNA compared to control mice. Finally, mice exposed to NaCl displayed decreased expression of mRNA for the putative salt-sensing channel ENaC compared to control mice. These data would agree with results from human sensory testing of the appetitive tastes for sweet, umami and salty taste, which become less sensitive with continued exposure. Expression levels for the receptors and channels associated with detection of the five basic tastes were tested with qRT-PCR (Figure 2 ). The taste buds of mice exposed to MSG exhibited a decreased expression of mRNA for the umami taste receptor subunit Tas1R1 when compared to control mice exposed to only water. In addition, the taste buds of saccharin-exposed mice had downregulation of the sweet receptor taste subunit Tas1R1 mRNA compared to control mice. Finally, mice exposed to NaCl displayed decreased expression of mRNA for the putative salt-sensing channel ENaC compared to control mice. These data would agree with results from human sensory testing of the appetitive tastes for sweet, umami and salty taste, which become less sensitive with continued exposure. Such a trend was not observed in mice treated with prototypic sour and bitter stimuli. Interestingly, mRNA levels for the bitter receptor Tas2R5 did not change with long-term exposure to quinine (Figure 2 ). Further still, the expression for the candidate sour receptor PKD2L1 was increased with exposure to citric acid (see Figure 2) . While salty taste may be perceived as aversive at high concentrations, treatment for a four-week period with such high concentrations was not conducive to our experimental design, due to the potential for dehydration of the animals.
Implications for Chemosensory Perception and Food Choice
Our findings indicate that long-term exposure to taste stimuli can alter the taste bud at a molecular level. Here we show that exposures to appetitive sweet, umami and salty tastes produce a taste-specific reduction in cognate receptors. This may lead to an inability to accurately judge the nutrient content of food, as appetitive tastes drive central reward. The relation of diet to sweet perception has been previously established in studies linking human obesity-a metabolic disease associated with long-term overconsumption-to decreased sensory perception of sweet taste [45] . A molecular basis for the phenomenon of decreased sweet perception in response to long-term overconsumption has yet to be established. Thus, the finding that long-term exposure to the artificial sweetener saccharin results in a decreased expression of Tas1R2 implicates taste development as a potential target for future obesity research.
The pilot study surveyed the molecular consequences associated with long-term tastant exposure to elaborate upon existing evidence of tastant-stimulated downregulation of key sensory receptors. The resulting alteration of receptor expression in response to stimulus overexposure is not novel in itself, and is in fact a molecular phenomenon commonly associated with overexposure in non-taste tissues to receptor agonists such as caffeine [46] . Downregulation of taste receptors in response to long-term tastant exposure was evident in the mice exposed to sweet, umami and salty stimuli, which the appetitive tastes comprise. In the case of the umami taste, mice provided long-term MSG treatment displayed decreased expression of Tas1R1, the proposed G-protein-coupled receptor primarily responsible for the perception of the umami taste [47] . Mice provided with long-term exposure to sodium chloride similarly displayed a decreased expression of the salty taste-associated sodium ion channel ENaC [4] . It should be noted that the concentrations of NaCl provided would not be sufficient to activate the aversive taste response linked recently to bitter-sensitive cells [48] . This may offer a molecular explanation for why dietary exposure to salts is linked to salt acceptance [49] . An interesting question remaining would be if chemosensory cells within the gastrointestinal tract are also undergoing such receptor expression on consumption of foods high in respective tastants.
Though any explanation for this observed trend remain speculative, the upregulation of sour receptor RNA expression could be the result of an adaptive molecular response in mice to be able to better perceive aversive compounds, and thus evolutionarily dangerous stimuli they are exposed to. Quinine was selected for long-term treatments due to its previous use as a broad stimulus of Tas2Rs [50] and its low potential for off-target effects that may have occurred with a more selective agonist cycloheximide [51] , a protein translocation inhibitor which can cause DNA damage. Perceived bitterness from both caffeine [52] and 6-N-propylthiouracil [53] has been noted previously to correlate with bitter receptor mRNA expression. A seeming lack of change in Tas2R5 expression may thus be due to the use of a less selective agonist, however, the limitations of our study design made this difficult to discern. Our treatment would likely allow for taste cells to turn over more than once (see [32] ), thus would allow for cells to be replaced with new taste cells, allowing for developmental changes routed in epigenetics. The development of a diverse arsenal of aversive taste receptors emerged as an evolutionary response to positive selection mediated by exposure to toxins, as the ability to perceive and avoid harmful substances confers fitness advantages [15] . Frequent exposure to aversive stimuli may serve as a selective force in treated mice to more readily express receptors conferring an ability to better perceive and avoid these hazardous substances.
Materials and Methods

Animals
Data were collected from wild-type C57BL/6 male and female mice aged 12-16 weeks, representing fully aged mature mice. Mice were single housed in standard plastic cages with stainless steel grid lids, in a controlled facility, for the duration of the treatment period. Mice were allowed to eat and drink ad libitum. All interactions were in accordance with Cornell University's Institutional Animal Care and Use Committee (IACUC) regulations.
Dietary Treatment
Mice were assigned to either a treatment or control group (n = 4 mice per group). One mouse was ultimately removed from the saccharin group due to a health issue. Each group was exposed to one of five basic prototypic taste stimuli (0.05 mM quinine, 30.0 mM L-glutamic acid monosodium salt monohydrate (MSG), 90.0 mM sodium chloride (NaCl), 2.0 mM saccharin, and 20.0 mM citric acid) or water ad libitum over a four-week period. Mice were closely monitored to ensure there was no significant change in fluid intake or weight regulation. Tastant concentrations were chosen as around, or moderately lower than EC 50 values based on published values from human or mouse studies [54] [55] [56] [57] . Mice were weighed at the beginning and end of the treatment period, and drinking solutions were also measured to confirm sufficient liquid consumption.
Taste Bud Isolation
At the end of the 4-week treatment and upon euthanizing, mouse tongues were excised and immediately placed in Normal Tyrode's (13.5 mM NaCl, 5.0 mM KCl, 2.0 mM CaCl 2 , 1.0 mM MgCl, 3.5 mM NaHCO 3 , 10.0 mM HEPES (4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid), 10 mM glucose, 10.0 mM sodium pyruvate, pH: 7.4). Enzyme cocktail (1.0 mg/mL collagenase type I, 0.25 mg/mL elastase, 0.5 mg/mL DNAse I, and 2.5 mg/mL dispase type II) was injected under the tongue epithelium surrounding the circumvallate papilla. Following a short incubation in Ca 2+ -free Normal Tyrode's, the epithelium was peeled away from the tongue. The epithelial layer was then secondarily incubated in enzyme cocktail for 2 min and Ca 2+ -free Normal Tyrode's for 5 min with rinses of Normal Tyrode's before and after each step. Taste buds were removed from the epithelium using a glass fire-polished micropipette. Taste buds and non-taste tissue samples were collected into lysis buffer for subsequent RNA extraction using Absolutely RNA nanoprep and microprep kit (Agilent Technologies, Santa Clara, CA, USA).
qRT-PCR
Total RNA was extracted from taste and non-taste tissue with added DNase1 step to remove genomic contamination [58] and then reverse-transcribed using cDNA Superscript (Quanta Biosciences, Gaithersburg, MD, USA). qRT-PCR was carried using PowerUp SYBR-green (Life Technologies, Carlsbad, CA, USA) on the QuantStudio 6 Flex Real-Time PCR System (Life Technologies, Carlsbad, CA, USA). Primer sequences are provided in Table A1 .
Data Analysis
Statistical significance of obtained qRT-PCR relative expression data was determined via two-tailed t-test for comparison between two groups, and via ANOVA with post-hoc Tukey's HSD test for comparisons between more than two groups using JMP statistical software (SAS Institute, Cary, NC, USA). Plots illustrating obtained qRT-PCR relative expression data were generated in GraphPad Prism (GraphPad Software, La Jolla, CA, USA). 
Conflicts of Interest:
The authors declare no conflict of interest. 
Appendix
